Depression has been associated with peripheral inflammatory processes and alterations in cellular immunity. Growing evidence suggests that immunological alterations may neither be necessary nor sufficient to induce depression in general, but seem to be associated with specific features. Using baseline data from the Outcome of Psychological Interventions in Depression trial, this exploratory study examines associations between depression subtypes and pathogenetic characteristics (i.e., melancholic vs non-melancholic depression, chronic vs non-chronic depression, age of onset, cognitive-affective and somatic symptom dimensions) with plasma levels of C-reactive protein (CRP), interleukin (IL)-6, IL-10, and numbers of leukocyte subpopulations in 98 patients with major depression (MD) and 30 age and sex-matched controls. Patients with MD exhibited higher CRP levels, higher neutrophil and monocyte counts, lower IL-10 levels, and an increased neutrophil to lymphocyte ratio (NLR) than controls. Patient with later age of onset had higher levels of two inflammatory markers (CRP, NLR) and lower cytotoxic T cell counts after adjusting for sociodemographics, lifestyle factors, and antidepressants. Furthermore, lower anti-inflammatory IL-10 levels were related to more severe somatic depressive symptoms. These results confirm and extend previous findings suggesting that increased levels of CRP are associated with a later onset of depression and demonstrate that also NLR as a subclinical inflammatory marker is related to a later onset of depression.
Importantly, meta-analyses on depression and inflammation suggest a large heterogeneity across studies (1, 2) . This heterogeneity may result, in part, from methodological differences and limitations, for example, no consideration of important confounders, inadequate data preparation, or different ways to measure depression. Moreover, heterogeneity may reflect that depression is not a "natural kind" but rather a scientific taxonomic category with substantial within-category variation (8) . Confirming this perspective, growing evidence suggests that inflammation may neither be necessary nor sufficient to induce or sustain depression in general, but may be associated with specific subtypes and characteristics of depression, respectively (5) . For example, some studies (9-11), but not all (12) , suggest that inflammation may be particularly associated with somatic depressive symptoms. Other studies indicate that a later age of onset (13) may relate to higher levels of inflammatory markers, while findings for specific depression subtypes are mixed (14) (15) (16) (17) (18) (19) .
For immunological measures beside circulating inflammatory markers, results for depression seem to be even more heterogeneous and associations with disease characteristics are understudied. These inconsistencies involve studies on immune cells counts and distributions (20, 21) . In addition, results for circulating anti-inflammatory interleukin (IL)-10 are mixed (1, 22, 23) , although findings in chronic heart failure (24) , renal disease (25) , and also animal research (26) (27) (28) (29) (30) (31) clearly suggest a link between reduced IL-10 and depression.
Using baseline data from the Outcome of Psychological Interventions in Depression (OPID)-trial (32) , this exploratory study examined whether specific depression subtypes [melancholic vs non-melancholic (i.e., atypical or unspecified), chronic vs non-chronic] and characteristics (symptom severity, age of onset) are associated with pro-and anti-inflammatory parameters and leukocyte subsets distribution.
MaTerials anD MeThODs

Participants and Procedure
Data were selected from baseline assessments of the OPID-trial, funded by the German Research Foundation (DFG RI 574/23-1, SCHE 341/20-1) to WR and MS, respectively. As described previously (32) , 98 patients aged 18-65 who fulfilled criteria for major depression (MD) in DSM-IV (33) and a sample of 30 ageand sex-matched healthy controls from the same community were included. Patients were recruited via the Outpatient Clinic for Psychological Interventions of the University of Marburg, via advertisements, leaflets in pharmacies, and waiting rooms of doctors, as well as press releases in local newspapers. Healthy controls were recruited via advertisements and press releases in local newspapers. Written informed consent was obtained from all participants.
After prescreening via phone, participants underwent a diagnostic session with a clinical psychologist that included the German version of the structured clinical interview for DSM-IV (SCID) (34) and an interview to assess the medical history, potential exclusion criteria, sociodemographics, and several health-related variables. Exclusion criteria were neurological illness, psychotic symptoms, injuries, and infections during the last 14 days, alcohol and/or drug abuse, systemic corticosteroids, antipsychotics, stimulants, current pregnancy and lactation in women, and any mental disorders according to DSM-IV for healthy controls. Because patients with depression were considered for further psychological treatment, they also underwent a physical examination by a physician as requested by German health insurances. Patients who took antidepressants were considered for participation under the assumption that the dose had been stable for at least 2 weeks and would remain so during study participation. After diagnostic sessions and giving informed consent, individuals were invited for blood withdrawal and psychometric measures on the following days.
Pathogenetic characteristics (i.e., melancholic vs nonmelancholic depression, chronic vs non-chronic depression, age of onset) were examined during the SCID interview. If available, information from previous doctor visits or hospital reports were also considered. Total depressive symptom severity and scores for cognitive-affective and somatic symptoms (35) were assessed with the German version of the Beck Depression Inventory (BDI)-II (36) . The long version of the International Physical Activity Questionnaire (37) was used to assess metabolic equivalent minutes per week (MET-min/week) for total physical activity and three domains (walking, moderate-intensity, and vigorous-intensity).
immunological Measures
Before blood sampling, participants were queried about acute infections during the last 14 days, chronic infections, or illness, and a sample was considered missing if participants reported any one of these issues. Participants were instructed to avoid exercise and alcohol 24 h prior to blood withdrawal. Non-fasting blood samples were collected in EDTA-treated or heparinized tubes (S-Monovette, Sarstedt, Nümbrecht, Germany) between 7:00 a.m. and 10:00 a.m. Plasma for C-reactive protein (CRP) and cytokine measurements were separated by centrifugation at 2,000 × g for 10 min at 4°C, and plasma was stored at −80°C (7-12 months) until analysis. CRP was measured using an enzyme-linked immunosorbent assay (CRP high-sensitive ELISA, IBL International, Hamburg, Germany) according to the manufacturer's instructions. Plasma levels of IL-6 and IL-10 were analyzed by flow cytometry using bead-based assays (Bio-Plex Pro Human Cytokine Assays, Bio-Rad Laboratories, Hercules, CA, USA) as previously described (38) . The sensitivity of the assays was 0.02 µg/ml for CRP, 0.45 pg/ml for IL-6, and 0.59 pg/ml for IL-10. Undetectable IL-6 (n = 1) and IL-10 (n = 4) were assigned a value of the limit of detection divided by (LOD/2). Complete blood counts including the white blood cell differential were obtained using an automated hematology analyzer (XT-2000i, Sysmex, Horgen, Switzerland). Leukocyte subpopulations were determined by flow cytometry using a standard lyse/wash procedure and the following antibodies (all from BioLegend, San Diego, CA, USA): FITC-conjugated antihuman CD3 (clone SK7), Pacific Blue-conjugated anti-human CD4 (clone SK3), PE-Cy7-conjugated anti-human CD8 (clone SK1), APC-Cy7-conjugated anti-human CD14 (clone M5E2), PerCP-Cy5.5-conjugated anti-human CD19 (clone HIB19), (Continued) (39) . Immunological data were available as follows: CRP (88%), IL-6 (82%), IL-10 (77%), and leukocyte counts and subsets (83-91%). Differences in group characteristics were calculated using pairwise comparisons with χ 2 tests and t-tests, if necessary with Welch's correction in case of variance heterogeneity. Associations of depression subtypes and pathogenetic characteristics with immunological measures were analyzed with multiple regression analyses. Associations were examined without adjustment (model 1), with adjustment for sociodemographics (i.e., sex, age; model 2), and with additional adjustment for lifestyle factors (i.e., number of cigarettes/day, body mass index, physical activity; model 3) and antidepressants. Post hoc power analysis for linear regression (40) indicated a power of 96.7% with a medium effect size and an alpha of.05. To strengthen robustness and to handle missing data in multivariate analyses, regressions were based on full information maximum likelihood estimation with robust standard errors (MLR). Given the exploratory nature of this study, analyses were not corrected for multiple testing (41) . differences between groups for any other immunological measures.
resUlTs immunological alterations in MD
association of Depression subtypes and Pathogenetic characteristics with immunological Measures
As illustrated in Figure 1 , age of depression onset was associated with two inflammatory markers. Unadjusted models indicated that patients with later age of onset exhibit higher levels of CRP (β = 0.326, p = 0.002). After adjustment for age and sex, patients with later age of onset had higher levels of CRP (β = 0.314, p = 0.008) and NLR (β = 0.296, p = 0.012). Both associations remained significant, even after full adjustment for lifestyle factors and antidepressants (CRP: β = 0.334, p = 0.002; NLR: β = 0.245, p = 0.033). Furthermore, although no differences in cytotoxic T cells were observed between patients and controls, cytotoxic T cells were reduced in patients with later age of onset in unadjusted models (β = −0.232, p = 0.011) and after controlling for sex and age (β = −0.317, p = 0.014), as well as for lifestyle factors and antidepressants (β = −0.305, p = 0.025). When looking at associations between immune markers related to age of onset, we found an inverse relationship between NLR and cytotoxic T cells (β = −0.308, p < 0.001). CRP was neither significantly associated with NLR (β = −0.087, p = 0.403) nor with cytotoxic T cells (β = 0.109, p = 0.270). Finally, we found that patients with higher levels of somatic depressive symptoms had lower levels of IL-10 after adjusting for sex and age (β = −0.209, p = 0.017) and additionally adjusting for lifestyle factors and antidepressants (β = −0.238, p = 0.038). Immunological measures were not significantly related to any other subtypes or characteristics (see Table S1 in Supplementary Material). Since some previous work on depression and inflammation indicates sex-related association patterns (11, 13, 42) , the role of sex was examined in exploratory moderation analyses resulting in no significant interactions.
DiscUssiOn
The aim of this report was to examine whether pro-and antiinflammatory cytokines and circulating leukocyte subpopulations are associated with specific subtypes and characteristics in MD. As reported and discussed previously (32) , patients in this study exhibited higher levels of CRP, lower levels of circulating IL-10, as well as higher IL-6/IL-10 ratios, compared to controls. In addition, neutrophil counts, monocyte counts, and NLR were increased in MD. Our main findings are that patients with later onset of depression exhibit higher levels of two inflammatory markers (i.e., CRP, NLR) and lower levels of cytotoxic T cells after adjusting for sociodemographics, lifestyle factors, and antidepressant medication. We further found that patients with lower levels of anti-inflammatory IL-10 had more severe somatic depressive symptoms.
Our result of an association between CRP and age of depression onset supports previous findings from the Netherlands Study of Depression and Anxiety (NESDA) including a large sample of patients with depression (13) . While this study reported that CRP is related to age of onset only in men, we did not observe a moderating role for sex. A simple explanation for this inconsistency might be that women in the NESDA study had a significantly earlier age of depression onset compared to men. In contrast, age of depression onset in our study was comparable between men and women (p = 0.764).
In this study, NLR as a marker of subclinical inflammation was increased in patients with MD supporting recent observations (43, 44) . Similar to CRP, NLR was related to a later onset of depression. In MD, a later age of onset has not only been associated with inflammation (13), but also with atherosclerosis (45, 46) . Also, Kendler et al. (47) found two distinct sets of familial risk factors for MD. While an earlier age of onset was associated with a family history of depression, a later age of onset was associated with a family history of vascular disease. Thus, our findings might be in line with the vascular depression hypothesis as one distinct etiopathological mechanism and support the notion that a later onset of depression is associated with pathological pathways relevant for cardiovascular disease (13) .
In this study, lower anti-inflammatory IL-10 was associated with more severe somatic depressive symptom. This finding needs further confirmation, but may be of interest in view of studies demonstrating antinociceptive effects of IL-10 (48) and amplified exhaustion and motor deficits in IL-10-deficient mice after bacterial challenge (49) . In contrast to previous work, we did not find evidence for specific associations of inflammatory markers with somatic depressive symptoms (9-11) or depression subtypes (14) (15) (16) (17) (18) (19) . The reasons for these inconsistencies are unclear, but may relate to differences in study populations and assessment instruments.
This study has important strengths such as the analysis of a wide range of immunological parameters, clinical diagnoses of depression, exclusion of confounding medical conditions, and systematic consideration of potential theoretical confounders. Several limitations should be considered in interpreting our results. First, given the exploratory design of this study, further confirmatory research is necessary. Further limitations are the cross-sectional design and relatively small sample sizes for specific subgroups of patients. Moreover, our sample consisted of outpatients with MD. Thus, findings may not generalize to other samples of patients.
In conclusion, these results confirm and extend previous findings suggesting that increased levels of CRP are associated with a later onset of depression and demonstrate that also NLR as a subclinical inflammatory marker is related to a later onset of depression.
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